A Simple
Method to Observe Fungal Penetration
Site on Barley Leaf
Hitoshi KUNOH* and Tomonori SHIRAISHI** It is often necessary to observe the exact location of fungal penetration into plants . For this purpose the staining techniques have been generally applied to inoculated leaf piece or its stripped epidermis.
It has been usual to drop the dye solution onto the leaf piece on a glass slide and place a cover glass on it . However, this method often causes release of the fungal spores from the penetration site. The authors modified the micro incineration which had been usually applied to observe the distribution of inorganic substances in organisms, and determined successfully the exact location of the fungal penetration site on barley leaf without using any stain.
A cultivar variety of barley, Kobinkatagi, and five fungi, Erysiphe graminis hordei (race I), E. graminis tritici (race t2), Alternaria kikuchiana, Colletotrichum lagenarium and Cochliobolus miyabeanus were used in this study. The lower epidermis of the seven day old primary leaf was inoculated with conidia of the above fungi and the whole plant was incubated in a moist chamber at 20C with 10-hr light period and 14-hr dark period. Twenty hours after inoculation, the lower epidermis was stripped and placed directly on a glass slide keeping the conidia on the upper side of the epidermis . The slide was put on an asbestos plate and heated gently with a gas burner until the entire epidermis turned light brown. After cooling, the sample was observed under a light microscope.
The penetration point of E. graminis hordei was characterized by a dark brown area surrounded by a bright white ring, exhibiting a sharp contrast to other area of the epidermis (Fig. 1) . 
